Antibodies to histone/DNA and ssDNA were assayed as described previously (1).
Antibody to HEL was detected in serum samples as described previously (3, 4) . Briefly, sera at 1:200 dilution were added to plates coated with HEL (10μg/ml, Sigma-Aldrich, USA), followed by addition of 1:1000 biotin labeled antibody to IgM a (BD Pharmingen, San Diego, CA). Streptavidin conjugated alkaline phosphatase and pNPP substrate were added sequentially to detect biotin binding. Raw ODs were converted to Units/ml (U/ml), using a positive control serum derived from a B6.HEL Ig mouse for the IgM a anti-HEL enzyme linked immunosorbent assay (ELISA) or from a B6.Sle1 z .FAS lpr mouse (5) for the anti-histone/DNA and anti-ssDNA ELISA, arbitrarily setting the reactivity of a 1:200 dilution of the positive control serum to 100 U/ml. This allowed for inter-plate comparison. Renal disease was assessed and graded as described previously (5).
Cell culture and functional studies
Single cell suspensions of whole splenocytes were prepared as described for flow cytometry. The cells were cultured for 18 hours or 42 hours with or without anti-IgM F(ab)′ 2 (10 μg/ml, Jackson Immunoresearch, Westgrove, PA) or HEL 50 ng/ml (SigmaAldrich, USA). Live cells were enumerated using trypan blue exclusion, resuspended in FACS buffer and stained with antibodies to CD45R/B220, CD69 and CD86/B7-2 for assessing their activation status. Cells were assessed for apoptosis using Annexin-V (BD Pharmingen, San Diego, CA) and 7-AAD (100 μg/ml, Calbiochem, CA) according to the manufacturers' protocols. AnnV 
In vitro proliferation assays
Single cell suspensions of whole splenocytes were prepared as described above and enriched for B-cells using anti-CD45R/B220 (positive selection) or anti-CD43/Ly48 microbeads (negative selection) (Miltenyi Biotec, Auburn, CA) as per the manufacturer's protocol. These preparations were 85-90% pure as assayed by flow cytometry. B-cells (5 X 10 5 /ml) were then cultured in triplicate with F(ab)′ 2 antibody to IgM or PMA (SigmaAldrich, USA) and ionomycin (Sigma-Aldrich, USA) at the indicated concentrations and proliferation was assayed using 3 H-thymidine (Sigma-Aldrich, USA) incorporation. Raw counts were converted to stimulation indices (cpm with respective stimulus/ cpm without stimulation). Raw counts for "no stimulation" control were typically 250-300 cpm for splenic B-cells.
Calcium flux assay
5 X 10 6 cells/ml were loaded with 5 μM Indo-1 AM (Molecular Probes, Carlsbad, CA) in RPMI-1640/10% FBS at 37° C for 45 minutes, washed and surface stained as indicated.
Cells were pre-warmed at 37°C for 3 min before acquisition. Intracellular calcium levels were acquired for the first 30 s to establish the baseline, following which the cells were stimulated with F(ab)′ 2 antibody to IgM or ionomycin and data was acquired for 3-5 minutes. Calcium levels were expressed as the ratio of Indo-1 fluorescence at 405 nm /485 nm, corresponding to the bound/unbound calcium ratio. 
Anti-Ly108 Ab production
For production of monoclonal antibodies reactive with Ly108, the extra-cellular domain of Ly108 was cloned into the pdDNA3.1/V5-His-TOPO vector (Invitrogen, Carlsbad, CA) to generate a fusion protein in frame with a V5 epitope tag and a polyhistidine tract for nickel column purification. Cell lysates of transfected 293 cells were subjected to nickel column purification. Purity was verified by SDS-PAGE followed by coomassie blue staining and immunoblotting with antisera to the V5 epitope tag. Purified protein was used to immunize Lewis rats, and hybridomas were generated following standard procedure. Hybridoma supernatants were screened for reactivity towards Ly108
transfected cell lines (293 and Jurkat) but not to the parental cell lines as determined by flow cytometry. The B11 hybridoma was chosen for further study. This was isotyped as a rat IgG2a and purified using standard protein G column chromatography. This antiserum showed reactivity to Ly108 by flow cytometry and immunoprecipitation.
Quantitative Real-time Polymerase chain reaction (PCR)
RNA was extracted from the respective cells using RNeasy (Qiagen, Valencia, CA).
cDNA was synthesized from total RNA using Taqman RT (Applied Biosystems, Foster City, CA). Message for Ly108.1 and Ly108.2 was amplified using the following primers;
Ly108.1: 5'-GAAATGAAAATCCCAAAACCT-3' and 3'-TCCAAGGGATCAGTAG ATGTG-5' Ly108.2: 5'-TGAAAATCCCAAAACCTATCA-3' and 3'-ACTGCAG TGCTCTTCCT TCA-5'. CD84, CD48, CD229, CD150, CD244, RAG1, RAG2 and GAPDH were amplified using the respective primers (2, 7, 8) . The PCR product was measured in real time using SyBR green (Applied Biosystems, Foster City, CA). GAPDH was used to normalize the cDNA quantity. Fold differences in message were calculated as described recently (7). The CD244 PCR results need to be interpreted with caution since the 2 haplotypes are distinguished through the result of gene duplication (2).
Data and Statistics
All bars represent mean + SEM of respective data. For dot plots, each dot represents an individual mouse. Group differences were analyzed using the one-tailed student's t-test, paired t-test or Mann-Whitney test as indicated, using Graphpad Prism (San Diego, CA).
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